Klingmuller, W. and H. G. Truper. Determinationof hexokinose ond other enzymes which possibly phosphorylate fructose in Neurospara cnxsa.
In an effort to characterize mutants resistant to sorbore-toxicity, we have checked the first steps of fructose utilization for differewes between wild type and mutants. Utilization is initiated by phosphorylation, which in the case of fructose could be achieved by three different enzymes: hexokinase (ATP: D-hexose 6-phosphotransferase, E.C.No. 2.7. I. 1). flask. on o shaking machine at 25°C). Mycelia were harvested crt 3-6 days, washed twice with distilled water, pressed slightly to remove excess water, cmd taken up in 0.05 M triethanolomine HCI/NaOH buffer of pH 7.6 ( ca. 40 mg dry weight/ml buffer).
Good enzyme activities were obtained by grinding the mycelia with quartz sand in an ice both, but minute pieces of sand and mortar debris, produced during the grinding process, remained in the crude extract after low speed centrifugation and interfered with subsequent optical measurements. High speed centrifugation is not feasible, since kinases have been reported in soIable and particle-bound forms ( It is apparent that on enormous number of variations is possible in carrying out the described procedure. It is therefore of interest that each of the twelve systems with which we hove tried this method has allowed crys+olliza+ion without recourse to changer in pH,+empero+ure or other conditions except for the inclusion of a mercapton where warranted. (Xlr experience ot this time includes dehydrogenorer, decarbaxyloser, transferores and protein hormones and involves proteins uruolly sensitive to room temperotire, proteins with high ond low polysoccharide content and complexes of more than one protein.
The molecular weight range has been betieen 30,000 and 3,5M),.OoO. The only requirement for cryrtollization appeorr to be that the preparation is at (I rtoge of purity where the enzyme comprises more than 30% of the total protein. ---National Instituter of Health, Betherdo, Marylond.
